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OFF-AXIS CHANNEL IN ELECTROSPRAY
IONIZATION FOR REMOVAL OF
PARTICULATE MATTER

BACKGROUND OF THE INVENTION

1. Field of the Invention

The present invention relates to electrospray ionization
(ESI) devices at atmospheric pressure coupled with a mass
spectrometer, in particular to a special kind of micro-electro-
spray with spray flows in the range of 0.1 to 100 microliters
per minute.

2. Description of the Related Art

Electrospray ionization devices for use in LC/MS (liquid
chromatography/mass spectrometry) can be used to isolate,
identify, characterize and quantify a wide range of sample
molecules, particularly molecules with high masses, such as
peptides and proteins.

Over the past two decades, anumber of means and methods
of electrospray useful to LC/MS have been developed. Today,
LC/MS assays are predominantly run using L.C flows of 50 to
5000 microliters per minute feeding the ESI source on the
mass spectrometer. For these higher [.C flow rates, pneumati-
cally assisted electrospray has become the technique of
choice. This technique uses a heated sheath gas sharply blown
concentrically around the ESI spray tip to assist in the forma-
tion, desolvation and finally evaporation of the charged drop-
lets to get an as pure as possible flow of ions of the analyte
molecules. The ions are partly highly-charged. Although the
gas greatly helps in the formation of the spray and makes the
operation of the electrospray ionization easier and more
robust, the excess gas dilutes the sample ions, resulting in
lower ion transfer efficiency and loss of sensitivity.

In electrospray ionization, the high electric field first draws
a consistent and highly charged jet of the spray solution out of
the liquid surface at the tip of the spray capillary. This jet of
spray solution decays after a few tenths of a millimeter into
numerous (roughly 107 to 10® droplets per second) fine highly
charged drops with diameters in the range of 1.0 to 2.0
micrometers. The droplets form a cloud quickly undergoing a
space-charge driven lateral expansion. In so doing, the drop-
lets become smaller and smaller by a number of effects:
ejection-like evaporation of charged solvent molecules (like
hydronium ions) and charged analyte molecules, expelling of
smaller highly charged droplets, or splitting of droplets, ini-
tiated by charge imbalance. All these processes are accompa-
nied by an evaporation cooling of the droplets which has to be
compensated by collision heating within the heated sheath
gas. In most cases, the droplets finally completely evaporate,
leaving behind charged molecules including the charged ana-
lyte molecules.

The process, however, does not always end by complete
evaporation. If the droplets are too large in the beginning, or
the concentration of heavy molecules in a droplet of the spray
fluid is too high, the droplet may not evaporate completely in
a distance comparable with the diameter of the ion source.
The evaporation may stop because droplets may become too
cold for further evaporation. At high concentrations within a
droplet, multimers of the molecules may be formed which no
longer fall to pieces. Gel-like structures may be formed inside
the droplet. Some droplets may even become oversaturated,
and a sudden crystallization of molecules occurs, so that a
further diminishing of the droplet is no longer possible. All
these droplets can be made to pass the entrance of the mass
spectrometer without going through by not directing the
spray towards this entrance but arranging it off-axis. The
inertia of the comparatively heavy droplets lets them fly by.
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Most of these ESI sources use this off-axis spray to mini-
mize contamination of the mass spectrometer from tiny drop-
lets which do not completely evaporate in the LC effluent.
Though highly charged, the droplets with their high inertia fly
past the electrically attracting entrance hole to the mass spec-
trometer. Some ESI sources utilize special temperature con-
trols and gas flows to further reduce contamination of the
mass spectrometer and to increase robustness for LC/MS
assays, for instance by the use of a sheath gas around the spray
beam and a curtain gas shielding the entrance.

Any LC/ESI-MS assay works best, if the droplets contain a
maximum number of one molecule with higher molecular
weight only. But this rule is quite often broken because it
limits the lowest level of detection.

Although increasingly lower limits of detection can be
achieved using larger sample sizes in conjunction with the
current high flow LC-ESI/MS systems, sample sizes are
becoming more limited as more tests need to be run on a
limited amount of a patient’s biological fluid, such as blood,
urine, sputum, etc. With the increasing need for higher sen-
sitivity in these assays, researchers have explored the use of
microESI (~0.1 to 100 microliters per minute) or nanoESI
(~10 to 1000 nanoliters per minute) to achieve the desired
lower limits of detection, but these attempts have at least
partially failed to provide the precision and robustness
required for quantitative bioanalysis.

For lowest flow LC/MS, nanospray ionization (nanoESI)
has become the technique of choice (M. S. Wilm and M.
Mann, Int. J. Mass Spectrom. lon Processes, 136-167, 1994;
and M. Mann and M. S. Wilm, U.S. Pat. No. 5,504,329).
NanoESI utilizes extremely low liquid flows of 10 to 1000
nanoliters per minute only and a very narrow spray tip outlet
placed very close to the entrance of the mass spectrometer,
which results in the formation of very small spray droplets
with diameters in the range of 200 nanometers only. These
tiny droplets can, in the overwhelming number of cases, com-
pletely evaporate inside the entrance capillary of the mass
spectrometer without the assistance of additional gas flows.
Although the ion signal provided by nanoESI in conjunction
with mass spectrometry is essentially the same as with con-
ventional ESI, mass spectrometry is a concentration sensitive
detection technique which makes nanoESI the best technique
for high sensitivity applications. Since no additional gas is
used in nanoESI, high ion transfer efficiency can be achieved,
but at a cost of ease of use and robustness relative to pneu-
matically assisted electrospray.

When using nanoESI-MS, the liquid flow rate, solvent
composition, spray tip voltage, spray tip design, spray tip
integrity and the position of the spray tip outlet relative to the
entrance hole ofthe mass spectrometer are all critical for good
spray stability which is needed for a proper ionization by
droplet generation and droplet evaporation, and stable ion
transfer efficiency. NanoESI spray tips are generally fabri-
cated by pulling and cutting fused silica tubing to make the
very small ID/OD tips required for stable spray at nanoliter
per minute flow rates, but these tips are difficult to reproduce,
fragile to handle and easy to clog. Because of these limita-
tions, nanoES] can be difficult to set up and maintain, making
it poorly suited for analyses requiring robust operation. Since
nanoESI is generally limited to flow rates below 1 pul./min,
samples must be separated using nanol.C which has its own
share of problems and limitations. Nanol.C requires special-
ized instrumentation and careful attention to details to insure
optimal performance. Nanol.C columns (<150 um ID) have
limited sample capacity, require specialized sample injection
protocols to load large sample volumes and lack the robust-
ness of larger L.C columns. Finally, the low flow rates used in
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nanol.C/nanoESI-MS typically result in longer sample
analysis time, making this technique poorly suited to high
throughput applications like biomarker validation and phar-
maceutical development.

Several attempts have been made to develop commercially
viable microESI sources (sometimes called microspray ion-
ization uSI) in an effort to overcome the limitations imposed
by nanoESI, but these microESI sources have not been very
well accepted. These microESI sources are basically minia-
turized versions of pneumatically assisted ESI and operate
with 0.1 to 100 microliters per minute. They offer increased
stability and work at higher L.C flow rates compared with
nanoESI, but the added gas flow results in lower ion transfer
efficiency and a loss in sensitivity unacceptable for most
researchers. The applicants, therefore, have developed a spe-
cial microESI/MS electrospray apparatus and method that
can overcome the limitations imposed by classical ESI,
microESI and nanoESI, without compromising the ion trans-
fer efficiency critical to high sensitivity applications. The
apparatus is described in U.S. Pat. No. 8,227,750 B1, and
introduced into the market under the trade mark “Captive-
Spray™” The gas flow inside the spray chamber of the Cap-
tiveSpray™ ion source is solely governed by the drawing
force of the gas flow through the inlet capillary into the
vacuum system of the mass spectrometer; there is no addi-
tional gas pumping of any kind. This apparatus and method
provide simple, robust operation over a wide dynamic flow
range and maintain high ion transfer efficiency independent
of the LC flow. The aforementioned patent document (U.S.
Pat. No. 8,227,750) is fully incorporated herein by reference.

FIG. 4 shows an illustration adapted from U.S. Pat. No.
8,227,750 from which it is evident that the spray capillary 401
and the transfer capillary 407 that leads directly into the
vacuum stage of the mass spectrometer (not shown) are
aligned coaxially.

The CaptiveSpray™ ion source has proven to be a great
alternative to nanoESI sources for high sensitivity proteomics
LC/MS applications where all sample components are of
interest. In many LC/MS applications, such as bioanalysis,
the components of interest are usually present in low concen-
trations only and represent only a small fraction of the total
sample. To detect the components of lowest concentrations,
the solution of the sample is used in a rather high concentra-
tion, much higher than those for classic ESI. The high con-
centration in the spray liquid results in the effect that some
droplets, containing many molecules of the main components
(sometimes called “matrix” components), do not completely
disappear by the usual solvent ion evaporation, droplet split-
ting and final evaporation. By the evaporation process of the
solvent, the droplets may become oversaturated, and a kind of
crystallization may occur.

The mass spectrometers used for LC/ESI-MS generally are
easily contaminated by particulate matter, such as droplets,
diminishing the sensitivity of the mass spectrometer. It has
been the experience that even CaptiveSpray™ ion sources
lead to contamination of the mass spectrometer if spray lig-
uids with higher analyte concentrations are used.

SUMMARY OF THE INVENTION

Although sample preparation and LC separation remove
many of the main sample components (“matrix” components)
from the compounds of interest, experience shows deposit-
forming in the mass spectrometer, if spray liquids with high
concentrations of organic compounds are used. The invention
describes the use of a pre-entrance channel in an ESI ion
source which is “off-axis,” that is, which is not aligned with a
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primary axis of the ion source. This creates a chicane-like
arrangement that prevents particulate matter with higher iner-
tia, such as droplets, from entering the inlet capillary of the
mass spectrometer. Particulate matter is focused within the
laminar gas flow in the pre-entrance channel by Bernoulli-
focusing, and directed to impinge on an area beside the
entrance to the main inlet capillary into the mass spectrom-
eter. The elimination of the particulate matter improves the
quantitative precision of the LC/MS bioassay, minimizes the
contamination of the mass spectrometer and improves the
robustness for high throughput assays.

An electrospray ion source according to the present inven-
tion is operated at substantially atmospheric pressure and is
coupled to the inlet capillary of a mass spectrometer. The ion
source has a substantially closed spray chamber into which
gas is drawn by a drawing effect of a gas flow through the inlet
capillary into a vacuum of the mass spectrometer. A pre-
entrance channel is provided that leads gas-entrained ions
from the closed spray chamber to an entrance of the inlet
capillary, but the pre-entrance channel is off-axis relative to a
primary axis of the ion source. The pre-channel is directed to
an impingement area beside the entrance of the inlet capillary
where droplets or other particulate matter are deposited, pre-
venting their entry into the inlet capillary.

In an exemplary embodiment of the invention, the
impingement area is located on a holder for the inlet capillary,
which may be made of metal, and which may be removable
from the ion source. In one variation of this embodiment, the
holder may be rotated with respect to the exit of the off-axis
pre-channel, allowing the portion of the holder on which
material from the pre-channel is deposited to be changed. The
impingement area may also be provided with grooves or
holes. The invention may also use a pre-channel that is located
in a block of material, such as a metal, that can be rotated. It
is possible to provide the holder of the inlet capillary with an
attractive potential for the ions so that they are guided from an
exit of the pre-channel to the entrance of the inlet capillary
along a curved trajectory. The pre-channel may also be
directed vertically downward relative to a horizontal axis. In
one version of the invention, the ion source has a spray cap-
illary that delivers the sample liquid to be sprayed, and is
directed to an entrance of the pre-channel to facilitate sub-
stantially complete gas-assisted sampling of the spray into the
pre-channel.

The main problem solved by this invention is the reduction
of the number of droplets (or particulate matter in general)
generated by the ESI ion source getting into the MS. The
removal of the droplets in the ion source minimizes contami-
nation of the mass spectrometer, improves down time of the
mass spectrometer and improves quantitative precision for
LC/MS assays.

By application of an off-axis design for a pre-entrance
channel in electrospray ionization, lower limits of detection
with limited sample amounts in bioanalysis are achieved
without sacrificing throughput, robustness or precision.

BRIEF DESCRIPTION OF THE DRAWINGS

The invention can be better understood by referring to the
following figures. The elements in the figures are not neces-
sarily to scale, emphasis instead being placed upon illustrat-
ing the principles of the invention (often schematically).

FIG. 1 presents a schematic drawing of an exemplary elec-
trospray ion source with off-axis pre-entrance channel (12)
according to principles of the invention. The spray needle (1)
protrudes through the base plate (2) into the spray chamber
(11) with insulating walls (3). Ions are sucked by the off-axis
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pre-capillary channel (12) through a second chamber (15)
into the inlet capillary (7) with capillary channel (16) of the
mass spectrometer. Droplets are focused inside the pre-cap-
illary channel (12) by Bernoulli forces and form a beam (13)
which impinges by the inertia of the droplets on the area (14)
of'the capillary holder (6), while ions are attracted towards the
entrance of the capillary channel (16) and neutral gas may
recirculate in the second chamber (15) and finally be sucked
into the capillary channel (16) following the pressure gradi-
ent.

FIG. 2 shows the total ion current of two chromatograms of
20 femtomol of a BSA digest (bovine serum albumin)
acquired with a mass spectrometer equipped with a standard
CaptiveSpray™ ion source. The upper chromatogram was
acquired before twenty chromatograms with 1 microliter
urine were run; the lower chromatogram shows the loss of
sensitivity for the 20 femtomol of BSA after the twenty runs
with urine. The y-axis displays the same intensity scale for
both measurements.

FIG. 3 demonstrates the low sensitivity loss using an elec-
trospray ion source with off-axis pre-capillary channel
according to FIG. 1. In the upper part, the sensitivity for 20
femtomol of a BSA digest is shown fora cleanion source. The
lower chromatogram was acquired after 768 chromatograms
with 1 microliter urine each were measured, showing the still
very high sensitivity after this high number of runs. The
y-axis displays the same intensity scale for both measure-
ments.

FIG. 4 shows a prior art illustration adapted from U.S. Pat.
No. 8,227,750.

DETAILED DESCRIPTION

Within an electrospray ion source, small non-evaporating
droplets are generated if the concentration of substances in
the spray liquid is high. The droplets may be formed even if
sample preparation and L.C separation remove many of the
main sample components from the compounds of interest. In
an exemplary embodiment of the invention, an ESTion source
is provided that is similar to the CaptiveSpray™ ion source of
the prior art, but that uses an off-axis pre-entrance channel
(12) as shown in FIG. 1 to prevent these droplets from enter-
ing the mass spectrometer. The droplets are made to impinge
on an area (14) beside the entrance to the inlet capillary (6) in
a chicane-like arrangement.

As can be seen in FIG. 1, a spray needle (1) protrudes
through the base plate (2) into the spray chamber (11) with
insulating walls (3). Ions of the spray cloud and non-evapo-
rated droplets are both drawn by the gas flow, which is created
exclusively by the pressure differential between the vacuum
stage of the mass spectrometer and the ambient, through the
off-axis pre-capillary channel (12) within the metallic block
(4) into a second chamber (15). Whereas the ions are attracted
by the cone of the metallic capillary holder (6), held at attrac-
tive electric potential compared to metallic block (4), and can
enter with entraining gas the entrance of the inlet capillary
(16), the droplets, and heavier particulate matter in general,
will impinge beside the entrance on area (14). The droplets
are focused inside the pre-capillary channel (12) by Bernoulli
forces and form a beam (13) which hits the area (14) by the
inertia of the droplets. The ions together with neutral gas are
guided within the inlet capillary (7) as a beam into a mass
spectrometer where the gas is pumped off. The inlet capillary
usually has an outer diameter of about six millimeters, and an
inner diameter of half a millimeter, but the dimensions can be
chosen to fit technical and analytical requirements.
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With a flow of spray liquid on the order of ten to a hundred
microliters per minute only, vapor on the order of about ten to
a hundred milliliters per minute is generated. The inlet cap-
illary (7), however, usually draws about one to two liters of
gas per minute into the mass spectrometer. This forms a
pressure below atmospheric pressure in the spray chamber
(11), drawing additional gas through channels (9) and (10)
into the spray chamber (11). The gas passing through channel
(10) forms a concentric gas flow around the spray cloud, and
the gas passing through at least one of channels (9) is not
directed straight toward an axis of the spray needle (1), but is
slightly offset therefrom and thus forms a vortex around the
spray cloud, guiding the gas with entrained ions and residual
droplets towards the entrance of off-axis channel (12). By
virtue of the gas flows through channels (9) and (10), the
complete spray, including all the analytes of interest con-
tained therein, can be sampled from the spray chamber (11)
into pre-channel (12).

Droplets are focused within the laminar gas flow in the
pre-entrance channel (12) by Bernoulli focusing. Within
channel (12), the gas flow is laminar, with the highest gas
velocity being along an axis of the channel, and gas velocities
being near zero adjacent the channel wall. Droplets with their
inertia do not have the same velocity as the gas molecules;
they fly more slowly, continuously accelerated by friction
with the gas. As soon as a droplet leaves the axis and comes
near to the walls of the pre-entrance channel (12), it is
exposed to two different gas velocities: near to the wall, the
gas velocity is lower than the velocity closer to the axis of the
channel. According to Bernoulli’s principle, this results in an
aerodynamic force towards the axis, drawing the droplet back
to the axis. In this way, the droplets are kept near to the axis
and are directed to impinge by their inertia on an impinge-
ment area (14) beside the entrance to the main entrance cap-
illary (16) into the mass spectrometer.

After a number of LC runs (typically between 10 and 100),
the impingement area (14) can get visibly stained. In case of
human urine, for example, the deposit can look like a yellow-
brownish smear. Therefore, the capillary holder (6) with the
impingement area (14) should be constructed in such a way
that it can be easily taken out, either to be cleaned and/or to be
replaced by a clean holder. In various embodiments, the
impingement area may be enlarged by deep grooves or holes,
and the holder (6) can be made to rotate slowly about a central
axis so that deposits distribute over the whole circumference
of'the front face of holder (6), which allows for longer opera-
tion time before cleaning becomes necessary.

The effect of the off-axis channel, which creates the chi-
cane-like arrangement, is demonstrated by comparing FIGS.
2 and 3. In a conventional CaptiveSpray™ ion source, which
has an on-axis channel (as shown in FIG. 4), the loss of
sensitivity for a digest of twenty femtomol of BSA after
collecting only twenty chromatograms of urine can be seen in
FIG. 2. The upper chromatogram of this figure was acquired
at the beginning of a run of twenty urine samples of 1 micro-
liter each. The lower chromatogram shows the loss of sensi-
tivity for the twenty femtomol of BSA after the twenty runs.
In contrast, FIG. 3 shows the dramatically smaller loss after a
much larger number of urine samples are processed using the
off-axis ion source shown in FIG. 1, where droplets are pre-
vented from entering the vacuum stage of the mass spectrom-
eter, and are deposited on peripheral surfaces around the inlet
capillary to the vacuum stage of the MS. In the upper chro-
matogram of FIG. 3, the sensitivity for twenty femtomol of a
BSA digest is shown for a clean ion source. The lower chro-
matogram was acquired after 768 urine samples of 1 micro-
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liter each had already been processed by the ion source, and it
shows the very high sensitivity even after this high number of
runs.

The invention provides an electrospray ion source essen-
tially at atmospheric pressure coupled to an inlet capillary of
a mass spectrometer, with an essentially closed spray cham-
ber, into which gas is drawn solely by the drawing effect of the
gas flow through the inlet capillary into the vacuum of the
mass spectrometer, and with a pre-channel to lead gas-en-
trained ions from the closed spray chamber to the entrance of
the inlet capillary ofthe mass spectrometer, wherein the chan-
nel is directed off-axis to an impingement area beside the
entrance of the inlet capillary.

In this electrospray ion source, the impingement area
beside the entrance of the inlet capillary is preferably located
on a metallic holder for the inlet capillary. The impingement
area beside the entrance of the inlet capillary should be easily
cleanable and/or replaceable, and may comprise a structured
surface, such as having grooves and/or holes, in order to
enhance the surface area and be able to take up larger amounts
of deposits. For the same purpose, the metallic holder for the
inlet capillary can be rotated with respect to the off-axis
pre-channel exit, or the off-axis pre-channel itself may be
located in a metallic block which can be rotated around a
central axis of the system so that the deposits can be distrib-
uted over a larger area.

The angle of inclination of the pre-channel in relation to the
spray axis (that may coincide with the transfer capillary axis)
will largely depend on the longitudinal dimension of the
pre-channel and can amount to 5° a so. If the pre-channel is
generally long, the angle can be small. Conversely, if the
channel is short, the angle should be larger. In static arrange-
ments where the pre-channel and the inlet capillary do not
rotate relative to one another, it may be advantageous to direct
the off-axis channel in a direction of the gravity field (verti-
cally downward) in order that liquid droplets, which have
impinged on the peripheral surface of the entrance cone, will
always flow, if at all, in a direction away from the entrance
hole of the transfer capillary thereby diminishing the danger
of clogging it.

The main problem solved by this invention is the reduction
of the number of droplets generated by the ESI ion source
getting into the MS. The removal of droplets, or particulate
matter in general, in the ion source minimizes contamination
of'the mass spectrometer, reducing the down time of the mass
spectrometer. The elimination of the droplets improves the
quantitative precision of the LC/MS bioassay, minimizes the
contamination of the mass spectrometer and improves the
robustness for high throughput assays. By application of the
off-axis design in ESI, lower limits of detection with limited
sample amounts in bioanalysis are achieved without sacrific-
ing throughput, robustness or precision.

5

10

15

20

25

30

35

40

45

50

8

While the invention has been shown and described with
reference to different aspects thereof, it will be recognized by
those skilled in the art that various changes in form and detail
may be made herein without departing from the spirit and
scope of the invention as defined by the appended claims.

The invention claimed is:

1. An electrospray ion source with liquid flows in the range
of substantially 0.1 to 100 microliters per minute, operated at
essentially atmospheric pressure and coupled to an axis-de-
fining inlet capillary of a mass spectrometer, the ion source
having an essentially closed spray chamber into which gas is
drawn solely by a drawing effect of a gas flow through the
inlet capillary into a vacuum of the mass spectrometer, and
having a pre-channel to lead gas-entrained ions from the
closed spray chamber to an entrance of the inlet capillary of
the mass spectrometer, wherein the pre-channel discharges
into an intermediate chamber to which the entrance of the
inlet capillary is coupled, the pre-channel being directed oft-
axis to an impingement area in the intermediate chamber
being laterally offset from the entrance of the inlet capillary.

2. The electrospray ion source according to claim 1,
wherein the impingement area beside the entrance of the inlet
capillary is located on a holder for the inlet capillary.

3. The electrospray ion source according to claim 2,
wherein the holder is removable from the ion source.

4. The electrospray ion source according to claim 2,
wherein the holder is made of metal.

5. The electrospray ion source according to claim 2,
wherein the holder for the inlet capillary can be rotated with
respect to an off-axis pre-channel exit.

6. The electrospray ion source according to claim 2,
wherein the holder of the inlet capillary is held at an attractive
potential for the ions so that the ions are guided from an exit
of the pre-channel to the entrance of the inlet capillary along
a curved trajectory.

7. The electrospray ion source according to claim 1,
wherein the impingement area beside the entrance of the inlet
capillary comprises grooves or holes.

8. The electrospray ion source according to claim 1,
wherein the off-axis pre-channel is located in a block of
material, and wherein the block of material can be rotated.

9. The electrospray ion source according to claim 8,
wherein the block of material is made of metal.

10. The electrospray ion source according to claim 1,
wherein the pre-channel is directed vertically downward in
relation to a horizontal axis.

11. The electrospray ion source according to claim 1, fur-
ther comprising a spray capillary that delivers the sample
liquid to be sprayed, and which is directed to an entrance of
the pre-channel facilitating virtually complete gas-assisted
sampling of the spray into the pre-channel.
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